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METHOD AND SYSTEM FOR
ELECTRO-ASSISTED HYDROGEN
PRODUCTION FROM ORGANIC MATERIAL

CROSS REFERENCE TO RELATED
APPLICATIONS

This application claims priority from U.S. Provisional
Application Ser. No. 61/600,325, filed Feb. 17, 2012 and
entitted ELECTRO-ASSISTED BIOHYDROGENATOR
FOR HYDROGEN PRODUCTION FROM ORGANIC
WASTE, the contents of which are incorporated into the
present application in their entirety.

FIELD

The present disclosure relates to production of hydrogen.
More particularly, the present disclosure relates to the treat-
ment of organic material with microorganisms for the pro-
duction of hydrogen.

BACKGROUND

The problems of soaring energy demand and environmen-
tal pollution are addressed by various biological processes
for the treatment of industrial wastes. Biohydrogen produc-
tion through dark fermentation is one known process for the
treatment of industrial waste for the production of hydrogen.

Microorganisms are capable of producing hydrogen via
either photosynthesis or preferably through fermentation
(Matsunaga, T., Hatano, T., Yamada, A., Matsumoto, M.,
(2000) Microaerobic hydrogen production by photosythetic
bacteria in a double phase photobioreactor. Biotechnol.
Bioeng. 68 (6), 647-651). Organic pollutants are anaerobi-
cally converted to methane in two distinct stages: acidifica-
tion and methanogenesis. Acidification produces hydrogen
as a by-product which in turn is used as an electron donor by
many methanogens at the second stage of the process (Fang,
H. H. P. and Liu, H. (2002) Effect of pH on hydrogen
production from glucose by a mixed culture. Bioresource
Technology 82, 87-93). Separation of the two stages is
feasible for hydrogen collection from the first stage. The
second stage is further used for treatment of the remaining
acidification products, which includes mainly volatile fatty
acids (VFAs).

The continuously stirred tank reactor (CSTR) has been the
most widely used system for continuous hydrogen produc-
tion (Li, C., Fang, H. H. P., (2007) Fermentative hydrogen
production from wastewater and solid wastes by mixed
cultures. Critical reviews in Env. Sci. and Tech., 37, 1-39).
Since in a CSTR biomass solids residence time (SRT) is the
same as the hydraulic retention time (HRT), its concentra-
tion in the mixed liquor is highly affected by the recom-
mended HRT of 1-12 h which is optimal for high hydrogen
production rates (Li and Fang, 2007). The maximum specific
growth rate (pmax) for mixed culture of 0.333 h-1 (Horiuchi
J. 1., Shimizu T., Tada K., Kanno T., Kobayashi M., (2002)
Selective production of organic acids in anaerobic acid
reactor by pH control. Bioresource Technol 82, 209-13)
corresponds to an SRTmin of 3.0 h.

However, high dilution rates result in a marked decrease
in biomass content in the reactor due to severe cell washout
and system failure (Wu, S. Y., Hung, C. H,, Lin, C. Y., Lin,
P. J, Lee, K. S,, Lin, C. N., Chang, F. Y. And Chang, J. S.
(2008) HRT-dependent hydrogen production and bacterial
community structure of mixed anaerobic microflora in sus-
pended, granular and immobilized sludge systems using
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glucose as the carbon substrate. /nt. J. Hydrogen Energy 33,
1542-1549). Since Acetone-butanol-ethanol (ABE) fermen-
tation utilizes the same bacterial groups that are used for
biohydrogen, the process also suffers from biomass washout.
Therefore, to resolve biomass washout in ABE fermentation,
most of studies in the literature and full-scale applications
have utilized batch or fed-batch reactors.

Decoupling of SRT from HRT in hydrogen bioreactors
has been achieved primarily by using biofilms on several
media including synthetic plastic media and treated anaero-
bic granular sludge (Das, D., Khanna, N., Veziroglu, T. N.,
(2008) Recent developments in biological hydrogen produc-
tion processes. Chem Ind. And chem. Eng. 14 (2), 57-67),
activated carbon, expanded clay and loofah sponge (Chang,
J. S, Lee, K. S., and Lin, P. J., (2002) Biohydrogen
production with fixed-bed bioreactors. Int. J. Hydrogen
Energy 27 (11/12), 1167-1174), glass beads (Zhang, H.,
Mary, A. B., Bruce, E. L., (2006) Biological hydrogen
production by clostridium acetobutylicum in an unsaturated
flow reactor. Water Research 40, 728-734) and membranes
(Vallero, M. V. G, Lettinga, G., and Lens, P. N. L., (2005)
High rate sulfate reduction in a submerged anaerobic mem-
brane bioreactor (SAMBaR) at high alinity. J. Membr. Sci.
253(1/2), 217-232). Problems with the development of
methanogenic biofilms on the carrier media adversely
impact process stability, which is critical for sustained
hydrogen production. Moreover, membranes have not
shown many advantages in terms of volumetric hydrogen
yield and are also prone to fouling in such a reductive
environment.

A biohydrogenator system provided in W(02010/085893
is intended to address two limitations for sustained biologi-
cal hydrogen production: contamination of the microbial
hydrogen-producing cultures with methane-producing cul-
tures and low bacterial yield of hydrogen-producers. In that
system, a gravity settler is used after a hydrogen reactor for
decoupling SRT from HRT through sludge. The system
disclosed includes a CSTR for biological hydrogen produc-
tion, followed by a gravity settler positioned downstream of
the CSTR, the combination of which forms the biohydro-
genator. The biomass concentration in the hydrogen reactor
is kept at the desired range through biomass recirculation
from the bottom of the gravity settler and/or biomass wast-
age from the gravity settler’s underflow. This prior art
biohydrogenator is described to increase hydrogen yield
from sugar and carbohydrate based wastes from 1.6 to 3.2
mol H,/mol glucose while producing VFAs primarily
acetate as the residual soluble metabolite. Although that
represents an improvement over previous systems, this
biohydrogenator is still subject to the limitations common to
dark fermentation processes: the inhibition of hydrogen
production by the accumulation of fermentation end-prod-
ucts. The production and accumulation of acetic and butyric
acids results in lower hydrogen yields and a total undisso-
ciated acid concentration of 19 mM initiated solventogen-
esis. Different strains of Clostridium produce different ratios
of end-products thus affecting their hydrogen-producing
potential. The elimination of butyric acid formation and the
increased production of acetic acid would provide for
increased hydrogen yield from glucose. Although acetate
production would increase hydrogen yield to 4 mol of
hydrogen per mole of glucose, this is still not enough for the
process to be an economically viable alternative to existing
hydrogen production methods.

Another biohydrogen production process is the electro-
hydrogenesis process. In an electrogenesis process, exoelec-
trogenic bacteria are able to release electrons exogeneously
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(outside the cell) to solid substrates (i.e. a carbon electrode),
allowing electricity to be produced in a reactor called a
microbial fuel cell (MFC). The oxidation reaction generated
by the bacteria at the anode is sustained through the pro-
duction of water at the cathode from electrons and protons
released by the bacteria, and oxygen. The electrohydrogen-
esis process is similar except that a small potential must be
added into the circuit and no oxygen is used at the cathode.
Thus, hydrogen gas is evolved at the cathode in a reactor
called a microbial electrolysis cell (MEC). The process has
also been referred to as a bacterial electrolysis cell (BEC)
and a bioelectrochemically assisted microbial reactor
(BEAMR): Liu, H., Grot, S., Logan, B. E., (2005) Electro-
chemically assisted microbial production of hydrogen from
acetate. Environ. Sci. Tlechnol., 39, 4317-4320; Rozendal, R.
A., Buisman, C. J. N., Bio-Electrochemical Process for
Producing Hydrogen. International Publication No. WO
2005/005981; and Rozendal, R. A., Hamelers, H. V. M.,
Euverink, G. J. W., Metz, S. J.; Buisman, C. J. N. (2006),
Principle and perspectives of hydrogen production through
biocatalyzed electrolysis. Int. J. Hydrogen Energy, 31, 1632-
1640. The BEAMR process differs from MFC with respect
to loss of hydrogen due to its diffusion from the cathode
chamber through the cation exchange membrane (CEM) into
the anode chamber. In addition, in the BEAMR process there
is no potential for loss of substrate resulting from aerobic
growth of bacteria due to oxygen diffusion into the anode
chamber from the cathode chamber.

All of these known electrohydrogenesis processes are
coupled with, and in fact dependent on, an upstream dark
fermentation process (i.e. two completely separate process
stages). The advantages of a separate electrohydrogenesis
process were evaluated in Liu et al. (2005), Rozendal &
Buisman (2005), and Rozendal et al. (2006).

The most widely reported problems with dark fermenta-
tion reactors in the literature were microbial shifts, meta-
bolic shifts, biomass washouts, repeated systems failure,
sustainability, low hydrogen yields, methanogens growth
and methane production as opposed to hydrogen. With all
the aforementioned problems, researchers have moved on to
the MEC microbial electrolysis cells and assumed that in the
future a sustainable dark fermentation process can be used
upstream of the MEC for acids production in dark fermen-
tation to be utilized in the MEC. Again with the MEC,
researchers have reported several problems due to their
reactor configurations i.e. high hydrogen yields requires
short retention time in the MEC while the microorganisms
tend to escape at high dilution rates thus researchers always
use long retention times in the MECs in an attempt to
mitigate biomass washout, but extending retention times
lead to the growth of methanogens, a group of microorgan-
isms which consumes hydrogen and produces methane.
Thus, an improved process is desired which would address
at least some of these problems.

SUMMARY

The present disclosure provides a hydrogen generation
process and system which respectively include and facilitate
application of two processes for hydrogen production from
organic material (for example industrial organic waste and
biomass): dark fermentation and electro-assisted fermenta-
tion. Both dark fermentation and electro-assisted fermenta-
tion are applied in a single bioreactor. The process and
system disclosed herein mitigate at least one of the above
disadvantages with prior art dark fermentation and electro-
hydrogenesis processes. In addition to hydrogen gas, the
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process and system are also applicable to production of other
chemicals, including acetone, butanol, ethanol, acetic acid,
butyric acid.

Previously, since the dark fermentation and electrohydro-
genesis processes use different organisms and conditions,
these processes were coupled sequentially to avoid interfer-
ence between the processes. It has now been surprisingly
discovered that not only can an electrohydrogenesis process
be operated within the dark fermentation broth without a
significant negative effect on either process, combining the
processes also provides some unexpected advantages.

The electrobiohydrogenation process and system herein
disclosed may result in consumption of acids formed during
the dark fermentation process, and a corresponding decrease
in the amount of buffer (e.g. sodium bicarbonate) required to
maintain the dark fermentation pH at a desirable range (e.g.
from 5.5 to 6.8). Moreover, by integrating the dark fermen-
tation and electrohydrogenesis processes, continuous con-
version and removal of the acetate, butyrate, propionate,
valerate, and other volatile fatty acids (VFAs) produced as a
by-products in dark fermentation is achieved, which may
result in both lower fermentation inhibition by fermentation
end products and increased yield of H,.

Dark fermentation is a conversion process wherein a
reduction in chemical oxygen demand (COD) of about 30%
can be achieved (formation of VFAs constitutes 70% of the
COD). In order to increase yields to 8-9 mol of hydrogen per
mole glucose, acetate that is produced as a by-product is
converted to H, by electrohydrogenesis operated simultane-
ously in the electrobiohydrogenator. This may result in
improved decreases in COD, and possibly up to about 90%
removal of COD. The electrobiohydrogenator may also
mitigate biomass washout (a problem associated with
MECs) by separation of solids from liquids in a gravity
settler, resulting in decoupling of solids retention time (SRT)
from hydraulic retention time (HRT) and allowing recircu-
lation from the gravity setter to the bioreactor, facilitating
operation at greater biomass concentrations and with lower
retention times.

In a first aspect, the present disclosure provides a method
for producing hydrogen from organic material, including
providing organic material and hydrogen-producing micro-
organisms into a completely mixed bioreactor for breaking
down the organic material into products including H,, CO,,
fatty acids, and alcohols; recovering at least a portion of the
H, and of the CO, from the completely mixed bioreactor;
recovering at least a portion of a first liquid effluent from the
completely mixed bioreactor, the first liquid effluent includ-
ing at least a portion of the hydrogen-producing microor-
ganisms, the fatty acids, and of the alcohols; providing at
least a portion of the first liquid effluent into a gravity settler
for separating at least a portion of the first liquid effluent into
a concentrated biomass including at least a portion of the
hydrogen-producing microorganisms and a second liquid
effluent including at least a portion of the fatty acids and the
alcohols; recovering at least a portion of the concentrated
biomass from the gravity settler and providing the concen-
trated biomass into the completely mixed bioreactor; and
applying an input voltage to at least one of the completely
mixed bioreactor and the gravity settler for facilitating an
electrohydrogenesis process therein.

In an embodiment, applying the input voltage includes
applying the input voltage to the completely mixed biore-
actor.

In an embodiment, the method includes recovering at
least a portion of the H, and of the CO, from the gravity
settler. In an embodiment, applying the input voltage
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includes applying the input voltage to the gravity settler, and
the method includes recovering at least a portion of H, and
CO, produced by electrohydrogenesis in the gravity settler.
In an embodiment, the temperature in the gravity settler is
maintained at between about 20° C. and about 70° C.

In an embodiment, the temperature in the completely
mixed bioreactor is maintained at between about 20° C. and
about 70° C.

In an embodiment, the input voltage is between about 0.5
V and about 1.8 V. In an embodiment, the input voltage is
about 1.0 V.

In an embodiment, the input voltage is a continuous
voltage.

In an embodiment, the input voltage is an intermittent
voltage.

In an embodiment, the method includes providing the
second liquid effluent into a biomethanator for production of
methane from the second liquid effluent. In an embodiment,
the method further includes providing the second liquid
effluent into a storage tank prior to providing the second
liquid effluent into the biomethanator. In an embodiment, the
temperature in the biomethanator is maintained at between
about 20° C. and about 70° C.

In an embodiment, the hydrogen producing microorgan-
isms include one or more of the species selected from the
group consisting of C. acetobutyricum, B. thuringiensis, and
C. butyricum.

In a second aspect, the present disclosure provides an
electrobiohydrogenator system for producing hydrogen
from organic material, including a completely mixed biore-
actor for microorganism-mediated breakdown of the organic
material into products including H,, CO,, fatty acids, and
alcohols, a gravity settler hydraulically connected to the
completely mixed bioreactor for receiving at least a portion
of a first liquid effluent from the completely mixed biore-
actor, and at least one pair of electrodes for applying an input
voltage to at least one of the completely mixed bioreactor
and the gravity settler for facilitating an electrohydrogenesis
process. The bioreactor includes an inlet for receiving the
organic material; a first outlet for recovering at least a
portion of the H, and of the CO, from the completely mixed
bioreactor; and a second outlet for recovering at least a
portion of a first liquid effluent from the completely mixed
bioreactor, the first liquid effluent including at least a portion
of the hydrogen-producing microorganisms, the fatty acids,
and of the alcohols. The gravity settler includes a settling
container for separating at least a portion of the first liquid
effluent into a concentrated biomass including at least a
portion of the hydrogen-producing microorganisms and a
second liquid effluent including at least a portion of the fatty
acids and the alcohols; and a third outlet hydraulically
connected to the settling container and located at a lower
portion of the settling container for recovering at least a
portion of the concentrated biomass from the gravity settler
and providing the concentrated biomass into the completely
mixed bioreactor.

In an embodiment, the pair of electrodes is for applying
the input voltage to the completely mixed bioreactor.

In an embodiment, the gravity settler includes a fourth
outlet for recovering at least a portion of the H, and of the
CO, from the gravity settler. In an embodiment, the pair of
electrodes is for applying the input voltage to the gravity
settler. In an embodiment, the system includes a first tem-
perature controller for maintaining the temperature in the
gravity settler at between about 20° C. and about 70° C.
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In an embodiment, the system includes a second tempera-
ture controller for maintaining the temperature in the com-
pletely mixed bioreactor at between about 20° C. and about
70° C.

In an embodiment, the gravity settler further includes a
fifth outlet for discharging the second liquid effluent from
the gravity settler. In an embodiment, the system includes a
biomethanator hydraulically connected to the fifth outlet for
facilitating production of methane from the second liquid
effluent. In an embodiment, the system includes a storage
tank hydraulically connected to the fifth outlet and the
biomethanator, and intermediate the fifth outlet and the
biomethanator, for receiving the second liquid effluent from
the gravity settler. In an embodiment, the system includes a
third temperature controller for maintaining the temperature
in the biomethanator at between about 20° C. and about 70°
C.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 is a schematic illustration of an electrobiohydro-
genator reactor and gravity settler;

FIG. 2 is a schematic illustration of an biohydrogenator
reactor and electro-assisted gravity settler;

FIG. 3 is a schematic illustration of an electrobiohydro-
genator reactor, gravity settler, storage tank, and biometh-
anator reactor;

FIG. 4 is an embodiment of an electrode assembly and
electrobiohydrogenator reactor of FIG. 1 or 3;

FIG. 5 is a plot of acetate consumption and hydrogen
production during a tenth cycle of voltage being applied to
an electrobiohydrogenator reactor;

FIG. 6 is a plot of acetate consumption and hydrogen
production during an eleventh cycle of voltage being applied
to the electrobiohydrogenator reactor of FIG. 5; and

FIG. 7 is a plot of acetate consumption and hydrogen
production during a twelfth cycle of voltage being applied to
the electrobiohydrogenator reactor of FIG. 5.

DETAILED DESCRIPTION

The process and system herein provided involve applica-
tion of two processes for hydrogen production and treatment
of waste: dark fermentation and electro-assisted fermenta-
tion. The process and system herein provided are directed to
mitigating some drawbacks of previous techniques for sus-
tained biological hydrogen production: contamination of
microbial hydrogen-producing cultures with methane-pro-
ducing cultures (sometimes necessitating frequent re-start-
up or other methanogenic bacteria inactivation techniques),
low bacterial yield of hydrogen-producers culminating in
microbial washout from the system and failure, and a
maximum hydrogen yield of 3.2 mol H,/mol glucose
reported for dark fermentation out of the theoretical maxi-
mum of 12 mol H,/mol glucose.

In Liu et al. (2005), it was postulated that based on dark
fermentation and electrohydrogenesis processes, the overall
hydrogen yield can be as high as 8-9 mol H,/mol hexose,
although they verified experimentally and in batch studies
only that 1 mole of acetate can produce as much as 2.9 moles
ot hydrogen using electrohydrogenesis. Thus it has not been
proven experimentally using continuous flow systems that a
single bioreactor process of simultaneous dark fermentation
and electrohydrogenesis could be successfully operated, nor
whether 8-9 mol H,/mol glucose can be sustained in such a
single bioreactor process.
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Interpretation

As used herein, the term “about”, when used in conjunc-
tion with ranges of dimensions, concentrations, tempera-
tures or other physical or chemical properties or character-
istics is meant to cover slight variations that may exist in the
upper and lower limits of the ranges of properties or char-
acteristics.

As used herein, the phrases “completely mixed bioreac-
tor” or “continuously stirred tank reactor” (CSTR) mean a
mechanically or hydraulically agitated vessel including
microorganisms in suspension and a growth media, typically
including nutrients such as organic carbon, nitrogen-con-
taining compounds, phosphorous-containing compounds,
and trace mineral solutions.

As used herein, the phrase “hydrogen producing micro-
organisms” means microorganisms capable of fermenting
organics under anaerobic conditions to produce hydrogen,
carbon dioxide, and a variety of organic acids and alcohols.

As used herein, the phrase “organic waste” refers to
wastes that include carbon and hydrogen such as, but are not
limited to, alcohols, ketones aldehydes, VFAs, esters, car-
boxylic acids, ethers, carbohydrates, proteins, lipids, poly-
saccharides, monosaccharide, cellulose, and nucleic acids.
Organic waste may originate, for example, from high
strength industrial waste waters, such as those commonly
associated with the food and agriculture sector, bioethanol
industries, and young landfill leachates from non-hazardous
waste disposal sites.

As used herein, the terms “comprises”, “comprising”,
“includes” and “including” are to be construed as being
inclusive and open ended, and not exclusive. Specifically,
when used in this specification including claims, the terms
“comprises”, “comprising”, “includes” and “including” and
variations thereof mean the specified features, steps or
components are included. These terms are not to be inter-
preted to exclude the presence of other features, steps or
components.

Electrobiohydrogenator System and Electrobiohydroge-
nation Process

Referring to FIG. 1, an electrobiohydrogenator system 10
for producing hydrogen and methane from organic waste in
an electrobiohydrogenation process is shown. The system 10
includes a completely mixed bioreactor 14 (e.g. a CSTR)
having an input for receiving organic material 12 (e.g.
organic waste) into the completely mixed bioreactor 14. A
gravity settler 16 (also referred to as a clarifier) is located
downstream of the completely mixed bioreactor 14 and
hydraulically connected with an outlet of the completely
mixed bioreactor 14 for receiving a first effluent 18 from the
completely mixed bioreactor 14. The system 10 includes
hydrogen producing microorganisms located in the com-
pletely mixed bioreactor 14 for breaking down the organic
material 12.

A lower portion of the gravity settler 16 is hydraulically
connected to the completely mixed bioreactor 14 for recir-
culating settled biomass 24 from the gravity settler 16 to the
completely mixed bioreactor 14 (for example through a
feedback conduit). For example, the settled biomass 24 may
be mixed with the organic material 12 being provided to the
completely mixed bioreactor 14. Recirculation of settled
biomass 24 from the gravity settler 16 to the completely
mixed bioreactor 14 maintains the biomass concentration at
the desired range.

When dark fermentation is carried out, glucose may be
converted to H,, CO,, and either acetate or butyrate by the
reactions shown below in equations (1) and (2), respec-
tively:
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C6H1,05+2H,0—2CH,COOH+2CO,+4H, AG=—
206 KI

M

CH1,045+2H,0—CH,CH,CH,COOH+2C0,+2H, A

G=-254 KJ )

The acetate and butyrate may then in turn each be
converted into further H, and CO, by the reactions shown
below in equations (3) and (4):

CH,COOH+2H,0—>2C0,+4H, AG=+94.9 K] 3)

CH;CH,CH,COOH+6H,0—>4C0,+10H, AG=+48.3

KJ 4

An external voltage may be applied for overcoming the
positive AG values associated with the reactions of equa-
tions 3 and 4 (and making the AG values associated with the
reactions of equations 1 and 2 more negative). For example,
a voltage of between about 0.5 V and about 1.8 V may be
applied depending on many factors (e.g. desired products
formation, external and internal resistance of the system,
etc.).

In addition to the completely mixed bioreactor 14 for
biological hydrogen production and the gravity settler 16,
the system 10 includes an electrode arrangement 30 for the
application of an input voltage. The electrode arrangement
30 includes an anode 31 and cathode 32. The electrode
arrangement 30 may be placed at one or more of two
alternative locations in the system 10. In FIG. 1, the elec-
trode arrangement 30 is placed in in the continuously mixed
bioreactor 14 (providing an electrobiohydrogenator reactor).
In FIG. 2, the electrode arrangement 30 is placed in the
gravity settler 16 (providing an electro-assisted gravity
settler). The gravity settler 16 of FIG. 2, which includes the
electrode arrangement 30, is a covered gravity settler for
facilitating recovery of the H, and CO, produced in the
gravity settler 16. VFAs are present in both the completely
mixed bioreactor 14 and the gravity settler 16, and are the
main soluble metabolites in the gravity settler 16. Integra-
tion of the electro-assisted process into the system 10 is
accomplished by submerging the electrode arrangement 30
in the continuously mixed bioreactor 14 (FIG. 1), the gravity
settler 16 (FIG. 2), or both (not shown), and supplying an
input voltage. The input voltage may be continuous, inter-
mittent, or both. The electrode material can be, for example,
platinum, graphite, or stainless steel. The voltage at pH 7
required to produce hydrogen is theoretically -0.61 V (Vcat
versus Ag/AgCl). The anode potential produced by the
bacterial oxidation of the organic matter is about —0.50 V
(Van), so the minimum theoretical applied voltage is 0.11 V
(Vapp=Van-Vcat). In practice, the minimum applied voltage
to produce hydrogen from the bioelectrolysis of acetate has
been found to be more than 0.25 V due to ohmic resistance
and electrode overpotential, which is still substantially less
than the 1.8-2.0 V needed for hydrogen production via water
electrolysis (alkaline conditions).

The method and system may be practiced with varying
schedules of operation with respect to applying power to the
electrode arrangement 30. For example, the frequency of
power application cycles may be adjusted to apply the
method and operate the system on a 24 hour schedule.

Hydrogen gas (H,), carbon dioxide (CO,), and the first
effluent 18, are emitted from the completely mixed biore-
actor 14. The first liquid effluent 18 includes VFAs, primary
alcohols and hydrogen-producing microorganisms. The H,
and CO, are recovered. The first liquid effluent 18 flows to
the gravity settler 16. The hydrogen producing microorgan-
isms settle to the bottom of, and are concentrated in, the
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gravity settler 16. The settled hydrogen-producing microor-
ganisms in the bottom of the gravity settler 16 are recircu-
lated back to the completely mixed bioreactor 14, leaving a
second liquid effluent 28 in the gravity settler 16.

FIG. 3 shows an embodiment of the system 10 including
a biomethanator 22. The second liquid effluent 28 from the
gravity settler 16 is loaded with residual VFAs that were not
converted to hydrogen during power application in either or
both configurations of the electrode arrangement 30 (e.g.
electrobiohydrogenator reactor and gravity settler, biohydro-
genator reactor and electro-assisted gravity settler, or elec-
trobiohydrogenator reactor and electro-assisted gravity set-
tler) as a result of microbiological breakdown of the influent
waste constituents by hydrogen-producing bacteria, and is
an excellent substrate for methane-forming bacteria. Thus,
the second effluent 28 can advantageously be directed to the
biomethanator 22. Production of VFAs in the completely
mixed bioreactor 14 may improve the efficiency of the
second-stage biomethanator 22, for example by increasing
the volumetric methane production rate, methane yield, or
solids destruction efficiency, thus allowing for higher volu-
metric and organic loading rates. It is expected that the
aforementioned beneficial impact of the system 10 on this
second-stage anaerobic treatment process is independent of
the second-stage biomethanator 22 reactor design and/or
configuration.

As also shown in FIG. 3, the system 10 may include a
storage tank 26 hydraulically connected to and located
downstream of, the gravity settler 16. The storage tank 26
may be located upstream of the optional biomethanator 22,
and hydraulically connected to both the gravity settler 16
and biomethanator 22 for adjusting loading rates of the
liquids entering the biomethanator 22.

The system 10 may include a dispenser (not shown) for
dispensing chemicals into the storage tank 26 for adjusting
alkalinity, pH, or other properties of the liquid in the storage
tank 26. The system 10 may also include a dispenser (not
shown) for dispensing nutrients and pH adjustment com-
pounds into the completely mixed bioreactor 14. The nutri-
ents may include any one or combination of: nitrogen
containing compounds, phosphorous containing compounds
and trace metals (including iron, manganese, magnesium,
calcium, cobalt, zinc, nickel, and copper). The pH adjust-
ment compounds may include soda ash, sodium bicarbonate,
sodium hydroxide, calcium hydroxide, magnesium hydrox-
ide, nitric acid, and hydrochloric acid.

Examples of hydrogen generating microorganisms
include C. acetobutyricum, B. thuringiensis, and C. butyri-
cum.

The system 10 may also include temperature controllers
for controlling the temperature in the completely mixed
bioreactor 14, in the biomethanator 22 or both. A typical
temperature range in which the temperature of the contents
of'both the completely mixed bioreactor 14 and the biometh-
anator 22 is maintained may be from about 20° C. to about
70° C. Where the gravity settler 16 is an electro-assisted
gravity settler (e.g. FIG. 2), the gravity settler 16 may
include temperature controllers for controlling the tempera-
ture in the range of 20° C. to about 70° C.

Example 1

A lab-scale conventional biohydrogenator was operated at
37° C. with an organic loading rate of 25.7 gCOD/L-d
(“gCOD” is a measure of COD in grams). The biohydroge-
nator included a CSTR for biological hydrogen production
(5 L working volume) hydraulically connected to an uncov-
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ered (i.e. open to atmosphere) gravity settler (volume 8 L)
for the decoupling of SRT from HRT. The feed contained the
following inorganics: 2000-16000 mg/I. NaHCO;; 140
mg/L. CaCl,; 160 mg/L. MgCl,.6H,0; 600 mg/I. NH,HCO;;
160 mg/L. MgSO,,.7H,0; 500-2000 mg/L. urea, 124-300
mg/L. Na,COj;; 156 mg/l. KHCO;; 15-20 mg/l. K,HPO,;
500 mg/l. trace mineral solution; and 250-1500 mg/L.
H,PO.,.

At steady-state operation of the biohydrogenator, acetic
and butyric acids were the predominant VFAs in the reactor,
at concentrations of 2500 mg/LL and 1600 mg/L., respectively.
A hydrogen yield of 2.8 mol H,/mol glucose was achieved
at a hydrogen production rate of 10 L. H,/L,.,.,.,/d.

The dark fermentation COD mass balance at steady-state
operation including biomass yield can be written as follows:

8.56 gCOD (glucose)—2.675 gCOD (acetic acid)+

2.896 gCOD (butyric acid)+1.905 gCOD (hy-

drogen)+1.08 gCOD (biomass) (5)

It is expected that after the system reaches steady-state
fermentation, the following reactions will occur, if an exter-
nal voltage ranging from 0.5 V to 0.9 V is applied, assuming
an efficiency of 75%:

2.675 gCOD (acetic acid)—=2 gCOD (hydrogen)+
0.461 gCOD (acetic acid)+0.214 gCOD (bio-
mass)

Q)

2.896 gCOD (butyric acid)—2.172 gCOD (hydro-
gen)+0.494 gCOD (butyric acid)+0.23 gCOD
(biomass)

M

Therefore, the expected overall process performance
(dark fermentation+electro-assistance) can be predicted in
the following COD mass balance equation:

8.56 gCOD (glucose)—6.07 gCOD (hydrogen)+

0.461 gCOD (acetic acid)+0.494 gCOD (butyric

acid)+1.524 gCOD (biomass) (®)

It is expected that application of an external voltage of 0.5
V to 0.9 V will increase hydrogen yield by a factor of about
3. The energy required for the external voltage is equivalent
to 1 to 1.5 mole hydrogen/mole glucose. Thus, the net
hydrogen yield is expected to be 7 to 7.5 mole hydrogen/
mole glucose. Consequently, since 1 electron is required for
every molecule in 7, every 14 grams of H, produced requires
6.022x10** electrons (since 1 mol is 6.022x10** molecules
and H, has a molar mass of about 2 g/mol).

Example 11

Systems Set Up and Operations

Alab-scale system as shown in FIG. 1 was operated at 37°
C. for 15 days, with an organic loading rate of 20 gCOD/L-d.
The HRT was 8 hr and the SRT was estimated at 2.3 days.
The system is an electro-assisted integrated biohydrogen
reactor clarifier system, and included a CSTR for biological
hydrogen production (5 L working volume) hydraulically
connected to an uncovered (i.e. open to atmosphere) gravity
settler (volume 8 L) for the decoupling of SRT from the
HRT. In order to enrich hydrogen producing bacteria, prior
to start-up, anaerobic digester sludge from the St. Marys
wastewater treatment plant (St. Marys, Ontario, Canada)
was heat treated in a baker at 70° C. for 30 minutes and was
then used to seed the system. The system was monitored for
COD, soluble COD, VFAs, ethanol, lactate, glucose, volatile
suspended solids (VSS), total suspended solids and biogas
composition including hydrogen, methane and nitrogen. The
quantity of produced biogas was recorded using a wet tip gas
meter (Rebel wet-tip gas meter company, Nashville, Tenn.,
USA).
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FIG. 4 shows the biohydrogen reactor used in the lab-
scale system. The voltage was applied to the biohydrogen
reactor through four pairs of electrodes. The anodes were
made of graphite brushes (25 mm diameterx150 mm length;
fiber type; Gordon Brush Mfg Co., Inc., Commerce, Calif.)
removed on one side to form half cylinder with specific
surface area of 71.7 cm*cm?-brush volume. The cathodes
were made of carbon cloth 40 wt % Pt/C (Fuel Cell Earth
Co., Inc) and stainless steel 304 mesh (mesh size #40,
McMaster-Carr) with specific surface area of 2.54 cm*/cm?
attached to each other forming a cathode of one side carbon
cloth and the other stainless steel mesh. The active surface
area of four cathodes in total was 308 cm? (3.5 m*/m°-
reactor volume) for carbon cloth side and 914 cm?® (10
m?*/m’-reactor volume) for the side covered with stainless
steel mesh. The distance between the cathode and the anode
of each electrode pair was 3 cm. The distance between the
centers of an electrode pair and the next electron pair was 12
cm. For each pair of electrodes, a voltage of 1.0 V was
applied using four separate power supplies (model 1665; BK
Presision, Inc.). Each power supply had two leads; the
negative lead was connected to the cathode and the positive
lead was serially linked to an external resistance of 102 and
to the anode. The current was calculated using Ohm’s law
(I=V/R), where V is the voltage drop across the 10Q resistor
measured using a multimeter (model 2700; Keithley Instru-
ments, Inc.). After 3 days from start-up, when steady hydro-
gen production was established, power was applied in batch
mode operation (i.e. 4 hours/day, once a day). During power
application all the feed, effluent, and recycle pumps were
switched off.

Inocula and Media Compositions

Anaerobically-digested sludge from the St. Marys waste-
water treatment plant was used as the seed. The system was
seeded with 5 liters of sludge and started up in a continuous
dark fermentation mode for 4 days without power applica-
tion. The feed contained 8 g/I. of glucose and the following
inorganics: 2000-4000 mg/I. NaHCOj;; 140 mg/L. CaCl2;
160 mg/T, MgCl,.6H,O; 600 mg/I. NH,HCO,; 160 mg/L
MgSO,.7H,0; 500-2000 mg/l. urea; 124-300 mg/L.
Na,CO,; 156 mg/L KHCO,; 15-20 mg/T. K,HPO,; 500
mg/L, trace mineral solution; and 250-1500 mg/I. H;PO,.

Analytical Methods

The biogas composition including H,, CH,, and N, was
determined by a gas chromatograph (Model 310, SRI Instru-
ments, Torrance, Calif.) equipped with a thermal conduc-
tivity detector (TCD) and a molecular sieve column (Mole-
sieve 5A, mesh 80/100, 6 fix's in). Argon was used as
carrier gas at a flow rate of 30 mL/min. The temperatures of
the column and the TCD detector were 90° C. and 105° C.,
respectively. The concentrations of VFAs were analyzed
using a gas chromatograph (Varian 8500, Varian Inc.,
Toronto, Canada) with a flame ionization detector equipped
with a fused silica column (30 mx0.32 mm). Helium was
used as carrier gas at a flow rate of 5 ml./min. The tem-
peratures of the column and detector were 110° C. and 250°
C., respectively. Lactic acid concentrations were measured
using a high-performance liquid chromatography system
(1200 series, Agilent Technologies) equipped with Aminex
HPX-87H ion exclusion column (300 mmx7.8 mm 1.D.;
BIO-RAD), and a UV-detector at 210 nm. The column
temperature was adjusted to 30° C. The same instrument
with a refractive index detector (RID) was used to measure
the concentrations of glucose. The temperature of the RID
detector was set to 35° C. The amount of VSS and COD
were measured according to standard methods.
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System Performance during Dark Fermentation Mode

Steady-state was observed after 3 days from startup. The
systems showed stable hydrogen production during the 30
days of operation. The coefficient of variation (calculated as
standard deviation divided by the average) for hydrogen
production rate and yield was less than about 15%. As
summarized in Table 1, the hydrogen production rate aver-
aged 1.75 L/h. The glucose conversion in the system was
almost 100%. The hydrogen content in the biogas was
around 60% with the balance CO,.

TABLE 1

Summary of steady state data during dark fermentation mode

(values are an average with + standard deviation indicated).

Dark Fermentation

Mode
Total Gas (L/h) 2904
Hydrogen Gas (%) 60 =5
Hydrogen Gas (L/h) 1.75 = 0.25
Hydrogen Gas (L/L/h) 0.35 £ 0.05
Yield (mol H,/mol glucose) 2.8 0.2
Glucose Conversion (%) 99.9 £ 1.5
% COD removed 40 = 10

The biomass concentration in the reactor is an important
operational parameter that affects both system stability and
hydrogen yield. The average concentration of VSS in the
biohydrogen reactor was 3900 mg/.. The COD mass bal-
ance, computed considering the measured influent and efflu-
ent CODs, and the equivalent CODs for both gas and
biomass, are shown in Table 2. The closure of COD balance
at 94% validates the reliability of the data. During the
overall operational period the main liquid by-products were
acetate, butyrate, and propionate at average concentrations

of 2050 mg/I., 1150 mg/L., and 380 mg/L, respectively.
TABLE 2

Summary of products and COD mass balance
Measured parameters Dark Fermentation Mode
VSS reactor (mg/L) 3900 = 410
VSS out (mg/L) 680 = 50
VSS out (mgCOD/L) ¢ 965 = 100
SCOD out (mg/L) 5100 = 750
Acetate (mg/L) 2050 = 250
Propionate (mg/L) 380 = 90
Isobutyrate (mg/L) 0
Butyrate (mg/L) 1150 = 210
Isovalerate (mg/L) 0
Valerate (mg/L) 0
Ethanol (mg/L) 0
Lactate (mg/L) 0
VFA (mgCOD/L) 4860
Glucose Out (mg/L) 0
Hydrogen Gas (L/h) 1.75 = 0.25
Hydrogen Gas 1.1
(gCOD/h) ®
COD balance (%)° 94 =8

@ Based on 142 gCOD/gVSS
® Based on 8 gCOD/g H2
“COD balance (%) = ((VSSout (gCOD/d) + H2 (gCOD/d) + SCODout (gCOD/d))/

(TCODin (gCOD/d)

System Performance during Power Application Mode

After 3 days of start-up of dark fermentation mode, and
when hydrogen production was steady at 1.75 L/h, an
external voltage of 1.0 V was applied to the four electrodes
using four separate power supplies. The voltage was applied
in cyclic mode for 4 hours per day. A total of 12 cycles of
voltage application were applied over a period of 12 days.
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During power application cycles, acetate consumption and
hydrogen content and volume were monitored.

FIGS. 5 to 7 show the acetate consumption and volumet-
ric hydrogen production for cycles 10, 11, and 12 of power
application, respectively. The acetate concentrations showed
a declining trend from about 2000 mg/L. to 1000 mg/L (50%
reduction) over a period of 4 hr. In each of the last 3 cycles,
the acetate consumption was around 10%, 20%, 35%, and
50% at 1 hr, 2 hr, 3 hr, and 4 hr, respectively. Volumetric
hydrogen production an increasing trend and reached a
maximum of 2.9 L.

As shown in Table 3, the average hydrogen content in the
headspace was 65%. The maximum volumetric hydrogen
production rate was 0.8 L/h. Acetate conversion averaged
57.6%. Based on the amount of hydrogen gas produced and
acetate consumed an average hydrogen yield of 1.53 mole
H,/mol acetate was achieved (38% of theoretical). The COD
removal efficiency was close to 45%.

TABLE 3

System performance during power application mode (values
are an average with + standard deviation for the
last 3 cycles of power application indicated).

Power application Mode
Total Hydrogen Gas (L) 2.6+.3
Hydrogen Gas (%) 65 =8
Hydrogen Gas (L/h) 0.65 = .15
Hydrogen Gas (L/L/h) 0.132 = .038
Yield (mol H,/mol Acetate) 1.53 0.3
Acetate Conversion (%) 576 =6
% COD removed 43

CONCLUSIONS

The following conclusions can be drawn from the experi-
ment with application of both dark fermentation and power
application:

the overall maximum hydrogen yield that was achieved in

process was 6.66 mol H,/mol glucose;

the overall COD removal efficiency was around 77%; and

H, content of biogas ranged from 60% to 65% and

hydrogen production rate from 0.132 L/L/h to 0.35
L/L/h.

Examples Only

For purposes of illustration and not limitation, an inte-
grated method and system for hydrogen and methane pro-
duction from industrial organic waste and biomass is dis-
closed herein. As required, embodiments of the method and
system are disclosed herein. However, the disclosed
embodiments are merely exemplary, and it should be under-
stood that the method and system may be embodied in many
various and alternative forms.

The figures are not to scale and some features may be
exaggerated or minimized to show details of particular
features while other features may have been eliminated to
prevent obscuring aspects. Therefore, specific structural and
functional details disclosed in the figures are not to be
interpreted as limiting but merely as a basis for the claims
and as a representative basis for teaching one skilled in the
art to variously employ the present method and system.

The scope of the claims should not be limited by particu-
lar embodiments set forth herein, but should be construed in
a manner consistent with the specification as a whole.
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What is claimed is:

1. A system for producing hydrogen from bio-organic
material by microbial electrolysis, comprising:

a completely mixed bioreactor having an inlet for con-
tinuously receiving bio-organic material and anaerobic,
hydrogen producing microorganisms; a completely
mixed reactor chamber containing a dark fermentation
broth including the bio-organic material and the
anaerobic microorganisms suspended therein for break-
ing down the bio-organic material into H,, CO,, fatty
acids and alcohols; a first outlet for recovering at least
a portion of the H, and of the CO, from the completely
mixed reactor chamber; and a second outlet for recov-
ering a first liquid effluent from the completely mixed
reactor chamber, the first liquid effluent including at
least a portion of the hydrogen-producing microorgan-
isms, the fatty acids, and the alcohols;

a gravity settler downstream of the bioreactor and hydrau-
lically connected by a drain conduit to the second outlet
for receiving at least a portion of the first liquid effluent
and separating at least a portion of the first liquid
effluent into a concentrated biomass including at least
a portion of the hydrogen-producing microorganisms
and a second liquid effluent including at least a portion
of the fatty acids and of the alcohols, the gravity settler
hydraulically connected by a return conduit to the
bioreactor for recovering at least a portion of the
concentrated biomass and returning the recovered por-
tion of the concentrated biomass into the completely
mixed reactor chamber; and

at least one pair of electrodes suspended in at least one of
the dark fermentation broth in the bioreactor and the
first liquid effluent in the gravity settler, each pair of
electrodes including an anode and a cathode with
exoelectrogenic, hydrogen-producing microorganisms
on the anode for releasing electrons to the dark fer-
mentation broth or the first liquid effluent upon break-
down of the bio-organic material into products includ-
ing H,, CO,, fatty acids, and alcohols,
the anode being made of a conductive material sup-

porting attachment of the exoelectrogenic microor-
ganisms to the anode; and

a controller constructed for supplying an input voltage of
0.5 V1o 1.8 V to each pair of electrodes for supporting
microbial electrolysis at the anode for development of
hydrogen at the cathode.

2. The system of claim 1, wherein the pair of electrodes

is positioned in the mixed reactor chamber.

3. The system of claim 1, wherein the gravity settler
further comprises a fourth outlet for recovering at least a
portion of the H, and of the CO,.

4. The system of claim 3, wherein the pair of electrodes
is positioned in the gravity settler.

5. The system of claim 4, further comprising a first
temperature controller for maintaining the temperature in the
gravity settler between about 20° C. and about 70° C.

6. The system of claim 1, further comprising a second
temperature controller for maintaining the temperature in the
completely mixed reactor chamber between about 20° C.
and about 70° C.

7. The system of claim 1, the gravity settler further
comprising a second drain conduit for discharging the sec-
ond liquid effluent.

8. The system of claim 7, further comprising a biometh-
anator, the second drain conduit hydraulically connecting
the gravity settler with the biomethanator for facilitating
production of methane from the second liquid effluent.
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9. The system of claim 8, further comprising a storage
tank hydraulically connected into the second drain conduit,
intermediate the settling chamber and the biomethanator, for
receiving the second liquid effluent from the gravity settler.

10. The system of claim 8, further comprising a third
temperature controller for maintaining the temperature in the
biomethanator between about 20° C. and about 70° C.

11. A kit for producing hydrogen from bio-organic mate-
rial by microbial electrolysis, the kit comprising

an amount of anaerobic, hydrogen producing microorgan- 10

isms for suspension in the bio-organic material to form
a dark fermentation broth and for breaking down the
bio-organic material into H,, CO,, fatty acids and
alcohols;
a completely mixed bioreactor chamber for containing the
dark fermentation broth and having an inlet for receiv-
ing the bio-organic material, a first outlet for removing
H, and CO, from the completely mixed reactor cham-
ber, and a second outlet for recovering at least a portion
of a first liquid effluent including at least a portion of
the hydrogen-producing microorganisms, the fatty
acids, and the alcohols,
a gravity settler hydraulically connected by a drain con-
duit with the second outlet for receiving the first liquid
effluent and for separating the first liquid effluent into
concentrated biomass and a second liquid effluent
includes at least a portion of the fatty acids and the
alcohols;
a return conduit for recovering at least a portion of the
concentrated biomass from the gravity settler and
returning the recovered portion of the concentrated
biomass into the completely mixed bioreactor chamber;
at least one pair of electrodes for suspension in at least
one of the dark fermentation broth in the bioreactor
chamber and the first liquid effluent in the gravity
settler, each pair of electrodes including a cathode
and an anode, the anode made of a conductive
material supporting attachment of exoelectrogenic
microorganisms;

an amount of exoelectrogenic, hydrogen-producing
microorganisms for attachment to the anode and
release of electrons to the dark fermentation broth or
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first liquid effluent upon breakdown of the bio
organic material into products including H,, CO,,
fatty acids, and alcohols; and

a controller constructed for supplying an input voltage
of 0.5 V to 1.8 V to each pair of electrodes for
supporting microbial electrolysis by exoelectrogenic
microorganisms on the anode and development of
hydrogen at the cathode.

12. The kit of claim 11, wherein the pair of electrodes are
positioned in the dark fermentation broth in the mixed
reactor chamber.

13. The kit of claim 11, wherein the gravity settler further
comprises a fourth outlet for recovering at least a portion of
the H, and of the CO, from the settling chamber.

14. The kit of claim 13, wherein the pair of electrodes are
positioned in the first liquid effluent in the gravity settler.

15. The kit of claim 14, further comprising a first tem-
perature controller for maintaining the temperature in the
gravity settler chamber between about 20° C. and about 70°
C.

16. The kit of claim 12, further comprising a second
temperature controller for maintaining the temperature in the
completely mixed reactor chamber between about 20° C.
and about 70° C.

17. The kit of claim 11, the gravity settler further com-
prising a second drain conduit for discharging the second
liquid effluent.

18. The kit of claim 17, further comprising a biometh-
anator, the second drain conduit hydraulically connecting
the gravity settler with the biomethanator for facilitating
production of methane from the second liquid effluent.

19. The kit of claim 18, further comprising a storage tank
hydraulically integrated into the second drain conduit, inter-
mediate the gravity settler and the biomethanator, for receiv-
ing the second liquid effluent from the gravity settler.

20. The kit of claim 18, further comprising a third
temperature controller for maintaining the temperature in the
biomethanator between about 20° C. and about 70° C.
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